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TTC cDNA isolation: 

The TTC cDNA was isolated from a Clostridium Tetani strain using 
Polymerase Chain Reaction. We used a three times PCR to generate 
three overlapping fragments respectively of 4 65 bp (PCR1; primer 
1:5' -CCC CCC GGG CCA CCA TGG TTT TTT CAA CAC CAA TTC CAT TTT CTT 
ATT C-3' (SEQ ID NO: 4) & primer 2: 5 1 -CTA AAC CAG TAA TTT CTG- 
3 ' ( SEQ ID NO: 5), of 648 bp (PCR2; primer 3: 5 ' -AAT TAT GGA CTT 
TAA AAG ATT CCG C-3' (SEQ ID NO : 6 ) & primer 4: 5 ' -GGC ATT ATA ACC 
TAC TCT TAG AAT- 3 1 (SEQ ID NO: 7) and of 338 bp (PCR3; primer 5: 
5' -AAT GCC TTT AAT AAT CTT GAT AGA AAT- 3 ' (SEQ ID NO: 8) & primer 
6: 5' -CCC CCC GGG CAT ATG TCA TGA ACA TAT CAA TCT GTT TAA TC- 
3' (SEQ ID N0:9), and each fragment was sequentially cloned into 
pBluescript KS+ to produce plasmid pBS-TTC. The upstream primer 1 
contained the Ribosome Binding Site (RBS) and translation 
initiation signals . 
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